spady, G. E., J. R. Gresham, S. C. Simnnns, and F. H. Gaertner A solid-reagent dispenser for use in the azocoll protease assay (and other insoluble s&trate analyses).
Azocoll (Calbiochem) has been used for many years as a substrate for the assay of collagenases and other proteases (Oakley s_al. 1946 J. Pathol. Bacterial. %J:Z%?). The assay is sensitive, simple to perform, and the reaction has essentially no background absorbance. Despite these advantages, azocoll has not been exten- Investigators would need to determine their own requirements and construct accordingly. The overall size of the apparatus is determined principally by the size of the test tube rack and the test tubes that are used. We have not given any dimensions, but OUP rack holds forty-eight 13 x 100 mn test tubes.
Because azocoll is stable (in the absence of proteolytic activity), we could increase the reaction time to IO hours, thereby increasing the assay's sensitivity to a small amount of protease. Each reaction mixture contains I8 mg of azocoll, 0.05 ml of enzyme (either from a column fraction or a known concentration Of a commercial protease), and 0.45 ml of buffer. Each supernatant is aspirated into clean test tubes, and its a sorbance is measured at 520 nm.
We compared the sensitivity of this procedure to two other cornnon protease assays using hemoglobin (Kunitz 1947 J. Gen. Physiol. x:291) and casein yellow (Anson 1938 J. Gen. Physiol. z:79). The latter assays are short-term so we modified our procedure to include a reaction tenination step, adding 0.5 ml of 10% Trichloroacetic acid at appropriate time intervals. We found that azocoll is approximately loo-fold nmre sensitive, over a 30 min interval, to hydrolysis by trypsin than are either casein yellow or hemoglobin (Figure 3) . To demonstrate further the sensitivity of the azocoll assay, we assayed several commercial proteases over a ten h. period and readily detected one nanogram quantities of trypsin, subtilisin, and thermolysin (Sigma).
The solid reaqent disoenser qreatlv reduces the time needed to measure &x011 &r ea& &&ion mixture and makes feasible the use of azocoll for investigations requiring large numbers of protease assays. This method of measuring azocoll is both rapid and accurate (machine error is +4% 
